The supplementary material contains four figures, two tables and one file: Figure S1 . ZFN selection and optimization using a survival assay. Figure S2 . Additional ChIP results. Figure S3 . Tdp1 and yeast NHEJ. Figure S4 . Additional high-throughput kinetic analysis of NHEJ joint types by NGS. Figure S1 . ZFN selection and optimization using a survival assay. Survival assays of endonucleaseexpressing strains after different times of galactose induction, with (A) plasmid (Pls) or (B) chromosomal (Chr) expression. ZFN identities are indicated and explained in Results. All yeast strains were yku70Δ to prevent the possibility for repair by NHEJ so that any DSB is expected to be lethal. GFP.ZFN2(CO) was selected for further use. Results are the mean ± standard deviation of three independent experiments. 
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ATGGACTACAAAGACGATGACGACCCAAAAAAGAAGCGAAAGGTACCCTTCCAGTGTCGCATTTGC TACCTGATGTTTCTGCTACTGCTGGGTTTTTTCTTCGCTTTCCATGGGAAGGTCACAGCGTAAACG
+1 M D Y K D D D D P K K K R K V P F Q C R I C 67 ATGCGGAACTTTTCGGCGCCGAGCAAGCTTGACAGGCATACCCGTACTCATACTGGTGAAAAACCG TACGCCTTGAAAAGCCGCGGCTCGTTCGAACTGTCCGTATGGGCATGAGTATGACCACTTTTTGGC +1 M R N F S A P S K L D R H T R T H T G E K P 133 TTTCAGTGTCGGATCTGTATGCGAAATTTCTCCGATCGCTCTAATCTGACCCGCCATCTACGTACG AAAGTCACAGCCTAGACATACGCTTTAAAGAGGCTAGCGAGATTAGACTGGGCGGTAGATGCATGC +1 F Q C R I C M R N F S D R S N L T R H L R T 199 CACACCGGCGAGAAGCCATTCCAATGCCGAATATGCATGCGCAACTTCAGTGAGGGGGGGAACCTG GTGTGGCCGCTCTTCGGTAAGGTTACGGCTTATACGTACGCGTTGAAGTCACTCCCCCCCTTGGAC +1 H T G E K P F Q C R I C M R N F S E G G N L 265 ATGAGGCACCTAAAAACCCACACAGGACAGAAGGACCAACTAGTCAAAAGTGAACTGGAGGAGAAG TACTCCGTGGATTTTTGGGTGTGTCCTGTCTTCCTGGTTGATCAGTTTTCACTTGACCTCCTCTTC +1 M R H L K T H T G Q K D Q L V K S E L E E K 331 AAATCTGAACTTCGTCATAAATTGAAATATGTGCCTCATGAATATATTGAATTAATTGAAATTGCC TTTAGACTTGAAGCAGTATTTAACTTTATACACGGAGTACTTATATAACTTAATTAACTTTAACGG +1 K S E L R H K L K Y V P H E Y I E L I E I A 397 AGAAATTCCACTCAGGATAGAATTCTTGAAATGAAGGTAATGGAATTTTTTATGAAAGTTTATGGA TCTTTAAGGTGAGTCCTATCTTAAGAACTTTACTTCCATTACCTTAAAAAATACTTTCAAATACCT +1 R N S T Q D R I L E M K V M E F F M K V Y G 463 TATAGAGGTAAACATTTGGGTGGATCAAGGAAACCGGACGGAGCAATTTATACTGTCGGATCTCCT ATATCTCCATTTGTAAACCCACCTAGTTCCTTTGGCCTGCCTCGTTAAATATGACAGCCTAGAGGA +1 Y R G K H L G G S R K P D G A I Y T V G S P 529 ATTGATTACGGTGTGATCGTGGATACTAAAGCTTATAGCGGAGGTTATAATCTGCCAATTGGCCAA TAACTAATGCCACACTAGCACCTATGATTTCGAATATCGCCTCCAATATTAGACGGTTAACCGGTT +1 I D Y G V I V D T K A Y S G G Y N L P I G Q 595 GCAGATGAAATGCAACGATATGTCGAAGAAAATCAAACACGAAACAAACATATCAACCCTAATGAA CGTCTACTTTACGTTGCTATACAGCTTCTTTTAGTTTGTGCTTTGTTTGTATAGTTGGGATTACTT +1 A D E M Q R Y V E E N Q T R N K H I N P N E 661 TGGTGGAAAGTCTATCCATCTTCTGTAACGGAATTTAAGTTTTTATTTGTGAGTGGTCACTTTAAA ACCACCTTTCAGATAGGTAGAAGACATTGCCTTAAATTCAAAAATAAACACTCACCAGTGAAATTT +1 W W K V Y P S S V T E F K F L F V S G H F K 727 GGAAACTACAAAGCTCAGCTTACACGATTAAATCATATCACTAATTGTAATGGAGCTGTTCTTAGT CCTTTGATGTTTCGAGTCGAATGTGCTAATTTAGTATAGTGATTAACATTACCTCGACAAGAATCA +1 G N Y K A Q L T R L N H I T N C N G A V L S 793 GTAGAAGAGCTTTTAATTGGTGGAGAAATGATTAAAGCCGGCACATTAACCTTAGAGGAAGTGAGA CATCTTCTCGAAAATTAACCACCTCTTTACTAATTTCGGCCGTGTAATTGGAATCTCCTTCACTCT +1 V E E L L I G G E M I K A G T L T L E E V R 859 CGGAAATTTAATAACGGCGAGATAAACTTTTAA GCCTTTAAATTATTGCCGCTCTATTTGAAAATT +1 R K F N N G E I N F * GFP-ZFN2 1 ATGGATTACAAAGATGATGACGATCCAAAGAAGAAGAGAAAGGTTCCATTCCAATGTAGAATCTGC TACCTAATGTTTCTACTACTGCTAGGTTTCTTCTTCTCTTTCCAAGGTAAGGTTACATCTTAGACG +1 M D Y K D D D D P K K K R K V P F Q C R I C 67 ATGAGAAACTTTTCCGCTCCATCTAAATTGGATAGACATACCAGAACTCATACCGGTGAAAAGCCA TACTCTTTGAAAAGGCGAGGTAGATTTAACCTATCTGTATGGTCTTGAGTATGGCCACTTTTCGGT +1 M R N F S A P S K L D R H T R T H T G E K P 133 TTTCAATGCAGAATATGTATGAGAAATTTCAGTGACAGATCCAACTTGACCAGACATTTGAGAACA AAAGTTACGTCTTATACATACTCTTTAAAGTCACTGTCTAGGTTGAACTGGTCTGTAAACTCTTGT +1 F Q C R I C M R N F S D R S N L T R H L R T 199 CACACTGGTGAAAAACCTTTCCAATGCAGAATCTGTATGAGAAACTTCTCTGAAGGTGGTAACTTG GTGTGACCACTTTTTGGAAAGGTTACGTCTTAGACATACTCTTTGAAGAGACTTCCACCATTGAAC +1 H T G E K P F Q C R I C M R N F S E G G N L 265 ATGAGACACTTGAAAACTCACACAGGTCAAAAGGATCAATTGGTCAAGTCTGAATTGGAAGAAAAG TACTCTGTGAACTTTTGAGTGTGTCCAGTTTTCCTAGTTAACCAGTTCAGACTTAACCTTCTTTTC +1 M R H L K T H T G Q K D Q L V K S E L E E K 331 AAGTCCGAATTGAGACACAAGTTGAAGTACGTTCCACACGAATATATTGAATTGATCGAAATCGCC TTCAGGCTTAACTCTGTGTTCAACTTCATGCAAGGTGTGCTTATATAACTTAACTAGCTTTAGCGG +1 K S E L R H K L K Y V P H E Y I E L I E I A 397 AGAAACTCCACCCAAGATAGAATTTTGGAAATGAAGGTCATGGAATTTTTCATGAAGGTCTACGGT TCTTTGAGGTGGGTTCTATCTTAAAACCTTTACTTCCAGTACCTTAAAAAGTACTTCCAGATGCCA +1 R N S T Q D R I L E M K V M E F F M K V Y G 463 TACAGAGGTAAACATTTGGGTGGTTCTAGAAAACCAGATGGTGCTATCTATACTGTTGGTTCCCCA ATGTCTCCATTTGTAAACCCACCAAGATCTTTTGGTCTACCACGATAGATATGACAACCAAGGGGT +1 Y R G K H L G G S R K P D G A I Y T V G S P 529 ATTGATTACGGTGTTATCGTTGATACCAAAGCTTATTCTGGTGGTTACAACTTGCCAATAGGTCAA TAACTAATGCCACAATAGCAACTATGGTTTCGAATAAGACCACCAATGTTGAACGGTTATCCAGTT +1 I D Y G V I V D T K A Y S G G Y N L P I G Q 595 GCTGACGAAATGCAAAGATACGTTGAAGAAAATCAAACCAGAAACAAGCACATCAACCCAAATGAA CGACTGCTTTACGTTTCTATGCAACTTCTTTTAGTTTGGTCTTTGTTCGTGTAGTTGGGTTTACTT +1 A D E M Q R Y V E E N Q T R N K H I N P N E 661 TGGTGGAAAGTTTACCCATCTTCTGTCACCGAATTCAAGTTCTTGTTTGTCTCTGGTCATTTCAAG ACCACCTTTCAAATGGGTAGAAGACAGTGGCTTAAGTTCAAGAACAAACAGAGACCAGTAAAGTTC +1 W W K V Y P S S V T E F K F L F V S G H F K 727 GGTAACTACAAGGCTCAATTGACCAGATTGAACCATATTACCAACTGTAACGGTGCCGTTTTGTCT CCATTGATGTTCCGAGTTAACTGGTCTAACTTGGTATAATGGTTGACATTGCCACGGCAAAACAGA +1 G N Y K A Q L T R L N H I T N C N G A V L S 793 GTCGAAGAATTATTGATTGGTGGTGAAATGATTAAGGCCGGTACTTTGACTTTGGAAGAAGTTAGA CAGCTTCTTAATAACTAACCACCACTTTACTAATTCCGGCCATGAAACTGAAACCTTCTTCAATCT +1 V E E L L I G G E M I K A G T L T L E E V R 859 AGAAAGTTCAACAACGGTGAAATCAACTTTTAA TCTTTCAAGTTGTTGCCACTTTAGTTGAAAATT +1 R K F N N G E I N F * GFP-ZFN2(CO)
